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Sex-antagonistic (SA) genes are widely considered to be crucial players in the
evolution of sex chromosomes, being instrumental in the arrest of recombi-
nation and degeneration of Y chromosomes, as well as important drivers of
sex-chromosome turnovers. To test such claims, one needs to focus on sys-
tems at the early stages of differentiation, ideally with a high turnover
rate. Here, I review recent work on two families of amphibians, Ranidae
(true frogs) and Hylidae (tree frogs), to show that results gathered so far
from these groups provide no support for a significant role of SA genes in
the evolutionary dynamics of their sex chromosomes. The findings support
instead a central role for neutral processes and deleterious mutations.
This article is part of the theme issue ‘Challenging the paradigm in sex
chromosome evolution: empirical and theoretical insights with a focus on
vertebrates (Part I)’.1. Introduction
Most mammals and birds, as well as many insects such as Drosophila, present
highly heteromorphic sex chromosomes, with a small and gene-poor Y (or
W) chromosome contrasting with a large and gene-rich X (or Z) chromosome.
The so-called canonical model of sex-chromosome evolution, conceived to
account for these patterns, assigns an instrumental role to sex-antagonistic
(SA) genes in the process of degeneration. According to this model, a sex-
determining (SD) mutation newly fixed on a chromosome (such that individ-
uals with the mutation develop into one sex, and individuals without it into
the other sex) will automatically favour SA mutations occurring in its vicinity:
if linked to a male-determining allele, for instance, a male-beneficial mutation
will spread even if highly detrimental to females, because linkage makes it
more likely to be transmitted to sons than to daughters. Then, mutations that
further restrict or arrest X–Y recombination between the SD and SA genes
(e.g. an inversion) will also spread, because the recombination load will be
thereby alleviated or eliminated. As a side effect of recombination arrest, how-
ever, the Y (or W) chromosome will start to accumulate deleterious mutations,
and progressively degenerate [1–7].
Along the same logic, SA genes have also been proposed to play a key role
in driving Y-autosome fusions [8] and sex-chromosome turnover [9,10], by just
reversing the model above: the spread of a male-determining mutation will be
favoured by linkage to a male-beneficial allele, because linkage makes the male-
beneficial/female-detrimental allele more likely to be transmitted to sons than
to daughters.
Though elegant and intellectually appealing, the canonical model has
received limited empirical support. It cannot be tested in systems with differen-
tiated sex chromosomes (for which it was developed), because SA genes on
these chromosomes might have accumulated after recombination has arrested,
or after turnovers have occurred. For a proper test, one needs to focus on
ongoing turnovers or systems at incipient stages of differentiation. Frogs are







































undifferentiated, but show polymorphism in the level of gen-
etic differentiation (i.e. in the frequency of XY recombination);
they also undergo frequent transitions, some of which are still
ongoing in some species (where sex chromosomes differ
between populations). Here, I review some work performed
in this context, mostly over the last decade, on European
species of frogs from two families, Ranidae (true frogs) and
Hylidae (tree frogs), with a special focus on the European
common frog, Rana temporaria.2
3
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Figure 1. Sex-specific patterns of recombination in frogs. Females (left)
recombine more or less uniformly all along their chromosomes genome
wide, while males (centre) recombine mostly or only at chromosome tips
(where crossovers are more frequent than in females). This implies that,
under strict GSD, Y chromosomes (right) will show differentiation all over
except for the tips (strata 1 and 2), but only at stratum 1 (the SD region)
under leaky GSD. All three strata remain undifferentiated under non-GSD.
/journal/rstb
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376:202000942. Genetic sex determination, homomorphic sex
chromosomes and male heterogamety
All species of frogs properly investigated so far have revealed
a genetic component to sex determination (GSD), even if gen-
etic control is not always strict [11,12]. Some laboratory
studies have suggested a masculinizing effect of high temp-
eratures, but at values (27–36°C) that largely exceed those
prevailing during larval development [13]. Thus, there is no
direct evidence for environmental effects on sex determi-
nation under natural settings, and GSD normally prevails
in nature. Surprisingly, however, sex chromosomes have
remained morphologically undifferentiated (i.e. homo-
morphic) in more than 96% of species [12]. Thus, the
existence of GSD and the patterns of heterogamety have
been usually established, not by karyotype analyses (with a
few exceptions; e.g. [14]), but via experimental gynogenesis
(gynogenetic individuals are all females in XY systems), sex
reversals (sex-reversed XX males have all-female progenies)
or genetic markers (sex-linked markers in XY systems prefer-
entially transmit one paternal allele to sons and the other to
daughters).
The first data along this latter line were gathered from
enzymatic polymorphisms (see [15] for a review). Surpris-
ingly, most species investigated in these early studies
turned out to be male heterogametic (XY males; [15,16]).
The prevalence of XY systems across both Hylidae and Rani-
dae has been largely confirmed, with the use of more
powerful molecular tools such as microsatellites (e.g. [17]) or
RADseq [18]. Male heterogamety actually prevails among
amphibians in general, comprising two thirds (68 of 102) of
the species for which heterogamety has been identified so
far [19].3. Restricted male recombination
Interestingly, searches for sex-linked markers in XY species
have typically unveiled large numbers of male-specific mar-
kers. A high-density sex-specific linkage map established
from a Hyla arborea family, for instance, revealed a threefold
increase in single nucleotide polymorphism (SNP) density
in the male relative to the female map for chromosome 1
(the sex chromosome) [18]. This clearly suggests that, even
though sex chromosomes are not morphologically differen-
tiated, X and Y chromosomes have stopped recombining
over a large segment for a significant number of generations.
That recombination is suppressed or restricted in male
frogs had already been documented with enzymatic markers
(e.g. [15]). This pattern has been largely confirmed, using
more powerful molecular tools (e.g. [20,21]). Importantly, it
is not limited to sex chromosomes: high-density linkagemaps typically find shorter maps in males than in females
for all chromosomes, with a characteristic central peak in
SNP density corresponding to a large non-recombining seg-
ment (Hylidae: [18]; Ranidae: [22]). Thus, recombination
occurs uniformly across chromosomes in females, but
mostly at chromosome tips in males (where recombination
rate actually exceeds that in females; figure 1; also see fig.
S10 in [23]). These results are in line with cytological evidence
that, for anurans in general (except for the early branching
Leiopelmatoidea and Discoglossoidea), male meiosis pre-
sents two and only two chiasmata per bivalent, which are
always terminal, giving them a typical ring shape during
metaphase I [24]. Similar patterns have been documented in
fishes (sticklebacks: [25]; fugu: [26]; guppies: [27,28]) and rep-
tiles [29]. More generally, most vertebrates and many other
eukaryotes show a recombination bias toward telomeres in
males, and more uniformly spread in females (see [30] for a
documentation of patterns and thorough discussion of poss-
ible evolutionary causes and consequences).
Given that autosomes do recombine in females, their
arrest of recombination in males does not result from struc-
tural changes (such as inversions), but more likely from
some specificities of the male meiosis. It is tempting to extrap-
olate this conclusion to sex chromosomes, namely that the
arrest of X–Y recombination in frogs does not stem from
structural changes (as classically assumed by the canonical
model), but only from the fact that Y chromosomes are
found in males, in which recombination only occurs at
chromosome tips. This conjecture is fully confirmed by
observations of naturally occurring sex reversals: X–X recom-
bination is stopped in XX males, while X and Y fully
recombine in XY females [31]. Thus, recombination patterns
in general (both on autosomes and on sex chromosomes)
are controlled by phenotypic sex, not by genotypic sex. The
arrest of XY recombination in frogs is, therefore, a direct
and necessary consequence of male heterogamety. Any





































male-limited stops recombining ipso facto. There is no need to








Figure 2. Threshold model of sex determination. An individual develops as
male if the expression of the sex factor (SF) exceeds a given threshold, and as
female otherwise. Strict GSD results if all XY individuals, but none of the XX,
exceed the threshold (left). Leaky GSD results if XY and XX distributions over-
lap somewhat (centre). Non-GSD results if a single genotype (XX) occurs;
individual sex is then determined by random noise in the expression of
the sex factor (right).
oyalsocietypublishing.org/journal/rstb
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376:202000944. Leaky genetic sex determination and sex
reversal
Sex reversals, i.e. discrepancies between genetic and pheno-
typic sex, appear widespread across frog populations.
XY females, however, seem much rarer than XX males.
Interestingly, the frequency of sex reversals varies among
populations, as largely documented in R. temporaria [32–34],
where this variation seemingly relates to the phylogeographic
origins of populations, not to abiotic factors such as tem-
perature (see below). At one end of the continuum are
populations with strict GSD, such as those found in northern
Sweden and the southern Swiss Alps, where offspring sex is
strictly controlled by the paternally inherited copy of chromo-
some 1 (which also acts as the sex chromosome in this
species). Other populations, such as those found in southern
Sweden and the northern Swiss Alps, display ‘leaky GSD’:
offspring sex correlates significantly, but not strictly, with
the paternally inherited copy of chromosome 1. At the
other end are populations, such as those found in lowland
Switzerland and Alsace [21,22], that show no sign of a genetic
component to sex determination (non-GSD): offspring sex
does not correlate with the paternally or maternally inherited
copy of any chromosome pair or genetic marker.
Accordingly, these populations also differ in the level of
sex-chromosome differentiation. A meaningful distinction is
to be made here between the three sex-chromosome strata
(figure 1). A first one comprises the immediate surrounding
of the SD locus (the best candidate in R. temporaria being
Dmrt1, a transcription factor known to play a key role in
sex determination and sexual development across all metazo-
ans), which is expected to differ between sexes if this locus is
to determine sex. A second stratum is made of the largest,
central part of sex chromosomes (comprising the bulk of
sex-linked genes), which does not recombine in males; this
part is expected to show some sex differentiation under
strict GSD (because the Y chromosome then only occurs in
males). The third stratum, finally, comprises the two tips of
chromosomes, which recombine in males and are, therefore,
never expected to show sex differentiation.
Males sampled from a series of populations were tested
for (i) markers located within the candidate SD segment
(namely, three markers within introns 1, 2 and 5 of Dmrt1
and one in the first intron of the closest downstream gene,
Dmrt3; no polymorphism was found within exons of these
genes), and (ii) series of anonymous microsatellite markers
along chromosome 1, encompassing the second and third
strata defined above [35,36]. According to the above expec-
tations, males of families showing strict GSD display XY
differentiation over their whole chromosome 1, except for
the tips (i.e. strata 1 and 2 are sex-differentiated). These
males are referred to as XY males. Males of families with
leaky GSD, by contrast, only differ from females at Dmrtmar-
kers (stratum 1); these Y chromosomes are referred to as
‘proto-Y chromosomes’, and their carriers as XY° males.
Finally, males of non-GSD families do not show any differen-
tiation from females, even at the Dmrt markers. These males,
which seem genetically identical to females, are referred to as
XX males.Similar polymorphisms in sex-determination patterns are
likely widespread across natural populations of other frogs.
Sex reversals and leaky GSD are now being documented in
the several species for which sex-linked markers have been
developed (e.g. Rana clamitans, [37]; Rana dalmatina, [38]).
Additionally, Jeffries et al. [23] found polymorphism in
Y-haplotypes, in the levels of Y chromosome differentiation,
as well as populations in which no sex-linked marker could
be found in six species of Ranidae. Occasional X–Y recom-
bination has also been inferred from the patterns of
sex-chromosome evolution in Hylid frogs [39,40]. All are hall-
marks of leaky sex determination. However, the geographical
distributions of these polymorphisms remain to be investigated.5. Threshold model of sex determination
The above patterns fit the so-called ‘threshold model’ of sex
determination (figure 2), according to which sex is deter-
mined by the expression level of a sex factor (SF, which
might be Dmrt1 in R. temporaria) during a sensitive period
of development. An individual develops into one sex (let us
say male) if the expression exceeds a given threshold, and
into the other sex if that threshold is not met. Assuming
that the Y copy of the SF gene is expressed much more
than the X copy, all XY individuals should lie above the
threshold (and thus develop as males), and all XX individuals
below the threshold (and thus develop as females), resulting
in strict GSD. If expression levels overlap somewhat, then
random variation makes some XX individuals develop as
males, and some XY individuals as females, resulting in
leaky GSD. Given that X and Y recombine in females, these
occasional events of sex reversal will prevent sex-chromosome
differentiation, except in the immediate vicinity of the SD
locus, resulting in XY° males with proto-sex chromosomes
(the fountain-of-youth model; [41]). Finally, if the two copies
show no statistical difference in expression level, then individ-
ual sex is determined by random noise in the expression of the
SF [42], resulting in XX males and non-GSD.
In line with this model, XY and XY° R. temporaria males
typically present different Y-specific Dmrt1 alleles (see




































alleles as females. Thus, the observed polymorphism of sex-
chromosome differentiation in common frogs seems best
explained (proximate cause) by a polymorphism at the SD
locus, where different alleles vary in their degree of pene-
trance: the more penetrant a masculinizing allele is (i.e. the
more likely bearers of this allele develop as males), the less
frequently X and Y recombine, and the more differentiated
sex chromosomes are. .org/journal/rstb
Phil.Trans.R.Soc.B
376:202000946. A role for phylogeography
As just mentioned, the relative frequencies of XY, XY° and XX
males within R. temporaria populations strongly covary with
the Y-specific alleles fixed at the Dmrt1 markers. Five main
Y-specific Dmrt1 haplogroups (labelled YA, YB, YC, YD and
YE) have been identified so far across the species range
(which spans south–north from Spain to Norway, and east–
west from Russia to Ireland). Haplogroup distributions clo-
sely correspond to those of the main mtDNA haplotypes
documented in this species (e.g. [43–45]), pointing to a key
role of phylogeography (i.e. historical range expansions
from glacial refugia) in their present-day distribution. In
Switzerland, for instance, haplogroup YA is found south of
the main Alpine range, in association with the mtDNA
Alpine sublineage I mostly spread in Italy ([43]; CH-South
in [45]), and haplogroup YB north of this range, in association
with the mtDNA Alpine sublineage III ([43]; CH-North
in [45]). Males from YA populations tend to display differen-
tiated Y chromosomes associated with strict GSD (XY males),
while those from YB populations typically have proto-sex
chromosomes with leaky GSD (XY° males), or undifferen-
tiated chromosomes with non-GSD (XX males). Despite the
high range of elevations investigated (325 m to 2655 m
a.s.l.), elevation only plays a marginal role on sex-chromo-
some differentiation in YB populations, and none in YA
populations [34]. Haplogroup YB is spread throughout most
of western Europe up to southern Sweden (e.g. in Tvedöra),
where it also associates with XY° and XX males. Further
north (e.g. in Ammarnäs) and throughout eastern Europe
occurs the haplogroup YC (co-distributed with the main
eastern mtDNA haplogroup T5; [44]), mostly associated
with XY males (strict GSD and differentiated sex chromo-
somes). Importantly, these associations also hold within
populations at contact zones, where both haplogroups coexist
[36]. Hence, sex-chromosome differentiation (and penetrance
of SD alleles) bears a clear link with phylogeography, not
with climate or any other environmental feature. A similar
situation was documented in Rana iberica [23] and H. arborea
(for which Dmrt1 is also the candidate SD gene; [46]), where
sex-chromosome differentiation parallels range expansion
from glacial refugia [47].7. No evidence that differentiated Y
chromosomes affect male (or female) fitness
One basic tenet from the canonical model is that sex-chromo-
some differentiation associates with the fixation of SA genes.
Common frogs offer a unique opportunity to test this
assumption, given that XX, XY° and XY males sometimes
coexist within the same populations. One obvious prediction
from this model would be that XY males are better than XXmales at mating with females and/or siring clutches,
thanks to sexually dimorphic traits particularly attractive to
females. Note that, to allow coexistence, this fitness benefit
should be balanced by some negative consequence of sex-
chromosome differentiation, such as decreased survival
owing to the accumulation of deleterious mutations on the
non-recombining segment.
Morphological measurements of more than 800 XY, XY°
and XX males within one population from the western
Swiss Alps failed to find any phenotypic difference between
these categories of males [48]. Despite a marked sexual
dimorphism (sexes differ in size, colour and body pro-
portions), no morphological trait differed significantly
between categories; a male is a male, whatever the state of
differentiation of its sex chromosomes. Similarly, the prob-
abilities of successful mating and of siring a clutch did not
differ between XY, XY° and XX males. Along the same line,
XY females seem also perfectly viable and fertile [31],
which argues against the fixation of male-beneficial/female-
detrimental alleles on the Y. All of this strongly suggests
that sexual dimorphism entirely or at least predominan-
tly results from the differential expression of autosomal
genes, not from the fixation of sex-limited genes on sex
chromosomes.
Thus, SA genes do not seem to play a significant role in
the early steps of sex-chromosome evolution in frogs. This
conjecture is supported by comparisons of the transcrip-
tomes of XY, XY° and XX males to those of XX females:
despite pervasive sex biases in the expression of many
genes, all males present the same profiles, independent of
sex-chromosome differentiation. Chromosome 1 in XY
males, moreover, does not harbour more sex-biased genes
than autosomes [49,50].8. Are sex chromosomes a good location
for sex-antagonistic genes?
These empirical results are actually backed by theoretical
approaches. Individual-based simulations were performed
to investigate the evolution of XY recombination, under the
opposing forces of SA selection (which selects against
recombination) and deleterious mutations (which select for
recombination) [51,52]. These simulations show that, depend-
ing on their rates, mildly deleterious mutations have indeed
the potential to oppose SA selection and select for a low equi-
librium level of XY recombination (mediated e.g. by sex
reversal). The resulting rare occurrence of XY females
(in the order of one per population every three to four
generations, intriguingly close to the rate of XY recombina-
tion estimated by Guerrero et al. [40] for Hylid frogs) seems
sufficient to largely purge the load of deleterious mutations
from the Y. Note that X–Y recombination actually benefits
males, not females (the accumulation of deleterious
mutations on non-recombining Y chromosomes lowers male
survival, but boosts their purge from the X, which increases
female survival). These rare recombination events oppose
the fixation of SA mutations on the Y, owing to recombination
load (since male-beneficial/female-detrimental alleles would
then be transmitted to the X). Fixation is also impeded by
Hill–Robertson interferences with deleterious mutations.
Altogether, these simulations suggest that sex chromosomes




































conflicts better solved through the differential expression of
autosomal genes.oyalsocietypublishing.org/journal/rstb
Phil.Trans.R.Soc.B
376:202000949. A role for neutral forces?
These results raise the question of what evolutionary causes
might favour strict versus leaky GSD, and more generally
maintain the polymorphism in X–Y recombination and
sex-chromosome differentiation observed in frogs. Stronger
sex-ratio selection in small populations might play a role, as
suggested by the association of strict GSD with post-glacial
expansions, documented in H. arborea and R. iberica. How-
ever, with the data in hand, one cannot exclude the idea
that such polymorphism only results from neutral genetic
drift, whereby SD alleles with different levels of penetrance
were fixed in small populations inhabiting different glacial
refugia. If, by chance, the allele fixed had low penetrance
(such as for haplogroup YB), a leaky GSD will result, and
sex chromosomes are expected to remain morphologically
undifferentiated. If a stronger-penetrance allele was fixed
(such as for haplogroups YA and YC), then a stricter GSD
will result; sex chromosomes are expected to progressively
differentiate, and thus the Y to progressively accumulate
deleterious mutations. At some level, the fitness of these
Y chromosomes might decrease to such a point that a
sex-chromosome turnover is expected.10. Sex-chromosome turnovers
Early work in Ranidae using isozymes had found that sex is
associated with different linkage groups in different species,
or even different populations of the same species, pointing
to a labile position of the sex locus [15,53]. As already men-
tioned, isozyme inheritance patterns had also unveiled
widespread male heterogamety. Both patterns have been for-
mally tested and fully confirmed with an expanded dataset
using RADseq approaches [23]. Despite a high rate of sex-
chromosome turnover, all of the 24 species of Ranidae inves-
tigated for which heterogamety could be identified display
an XY system, with the exception of Glandirana rugosa,
where both XY and ZW populations have been found
across different races in Japan [54].
Similar patterns were documented from Hylidae, where
male heterogamety prevails despite high rates of turnover
[55]. Only two transitions towards female heterogamety
have been documented in this family. One of them occurred
more than 11 Ma in the lineage leading to Hyla sarda and
Hyla savignyi [56]. Interestingly, despite being female-
heterogametic for millions of years, both species have con-
served the typical pattern of heterochiasmy (figure 1). Thus,
sex chromosomes recombine in ZW females, not in ZZ
males. This strongly supports the idea that the drastic hetero-
chiasmy documented in anurans results from intrinsic
constraints on male meiosis, and is neither the cause nor
the consequence of male heterogamety. Furthermore, despite
their high rate of ZW recombination (which prevents the fix-
ation of SA genes on the W), both species display the same
level of sexual dimorphism as other Hylidae [57], which
adds to the growing evidence that sexual dimorphism in
frogs results from the differential expression of autosomal
genes, not from the sex linkage of sex-specific genes.Four main classes of ultimate causes are considered to
have the potential to drive sex-chromosome turnovers [58]:
(i) neutral genetic drift, (ii) sex-ratio selection, (iii) SA selec-
tion, and (iv) selection stemming from the accumulation of
deleterious mutations. Importantly, these potential causes
make different predictions regarding both the recurrence of
transitions and the changes in patterns of heterogamety
during turnovers.
(i) Transitions mediated by genetic drift [59] were recently
investigated via evolutionary modelling [60–62], with
a focus on epistatically dominant SD mutations
(meaning that XX individuals with a masculinizing
mutation M are males (XXmM), and XY individuals
with a feminizing mutation F are females (XYfF)). It
appears from these simulations that a transition
which replaces an old Y (or W) chromosome by a
new one (i.e. that maintains the patterns of heterogam-
ety) is about four times more likely than the fixation of
a neutral autosomal mutation, because the new sex
chromosome has to reach a frequency of 0.25, not
1.00. For the same reason, such transitions are also
two to four times more likely than those that change
heterogamety (e.g. changes from XY to ZW), because
in such transitions the old Y is fixed as an autosome
(resulting in YYff males and YYfF females), so that
its frequency has to rise from 0.25 to 1.00. The likeli-
hood for this latter kind of transitions increases as
effective population size (Ne) decreases. This differs
from the dynamics of classical neutral mutations (the
fixation of which only depends on mutation rate;
[63]), because random changes in allele frequencies
at the sex locus affect population sex ratio, which
accelerates the fixation of a dominant SD mutation
(drift-induced selection). Thus, depending on Ne,
one out of 2–5 transitions occurring under genetic
drift is expected to change the patterns of hetero-
gamety, a frequency markedly higher than that
documented in Ranidae.
(ii) Transitions may also be driven by sex-ratio biases stem-
ming from e.g. meiotic drive [64] or environmental
factors such as climatic change [65] or parasites [66].
Sex-ratio selection is probably responsible for the
only exception to XY sex determination in the Ranidae
dataset analysed by Jeffries et al. [23]. The ZW races of
G. rugosa were shown to stem from crosses between
two highly divergent XY races; experimental crosses
between these same races produce a male-biased pro-
geny, which is expected to favour the spread of
epistatically dominant feminizing mutations [54]. In
general, however, male- or female biases should
occur a priori with equal probability, so that turnovers
triggered by this selective pressure should maintain or
change heterogamety with equal probability.
(iii) The rationale underlying SA-driven turnovers [9,10]
was presented in the Introduction. Whether these
turnovers change the pattern of heterogamety or not
similarly depends on whether the newly arising SA
mutation is male- or female-beneficial. These two
kinds of mutations have a priori equal probability. In
the case of frogs, however, heterochiasmy (drastically
reduced male recombination) might facilitate tran-






































linkage it creates between male-determining and
male-beneficial genes. By the same logic, SA selection
is unlikely to have contributed to the few XY-to-ZW
transitions documented in Ranidae and Hylidae: the
high rate of female recombination impedes
the establishment of linkage between female-
determining and female-beneficial genes on the
W. Although SA selection might in principle
favour an XY-to-XY transition in frogs, it is unlikely
to trigger the kind of continuous turnover that
characterizes Ranidae and Hylidae: once fixed on
the new sex chromosome after a first transition, a
male-beneficial mutation should strongly oppose
further changes, the more so that, following the
first transition, both SA effects and SA–SD linkage
are expected to rapidly strengthen [61,67,68].
(iv) By contrast, the load of deleterious mutations accumu-
lating on non-recombining genomic regions has the
potential to drive this sort of cyclic turnover (the
‘hot-potato model’; [67,68]). As soon as a fully pene-
trant male-determining mutation is fixed, the entire
Y chromosome stops recombining (except for the
tips); Hill–Robertson interferences involving hundreds
or thousands of genes facilitate the rapid accumulation
of deleterious mutations and decay of the new Y,
decreasing its fitness until a new turnover becomes
unavoidable (sex determination literally ‘burns the
hands’ of the chromosome in charge). Such turnovers,
furthermore, are expected to be biased towards the
maintenance of heterogamety. Provided the new mas-
culinizing mutation M is dominant (i.e. XXmM are
males), then the old and decayed Y is discarded
(which is exactly what triggers the transition). A domi-
nant feminizing mutation F, by contrast, leads to a
female-heterogametic system (YYff males and YYfF
females), during which the Y is fixed as an autosome.
This outcome is of course strongly counter-selected if
the Y is loaded with deleterious mutations. The only
way to change heterogamety would be through a
recessive masculinizing mutation M generating
XXmM females and XXMM males [59], which would
fix the X and eliminate the loaded Y. This sort of tran-
sition is much less likely, however, because the
mutation is not visible to selection until it has spread
(by drift) to frequencies high enough to produce
homozygotes. Hence, the patterns documented in
frogs are compatible with a role for deleterious
mutations, assuming SD mutations are generally
dominant.
Altogether, therefore, the combination of high turnover rate
and maintenance of male heterogamety suggests a central
role for the accumulation of deleterious mutations on non-
recombining genomic regions as a driver of sex-chromosome
transitions, rather than for SA selection.11. Summary and conclusion
The canonical model of sex-chromosome evolution, which
assigns a crucial role to SA genes, has received wide accep-
tance, and is systematically invoked to account for the
arrest of recombination and ensuing degeneration thatcharacterize the fully differentiated sex chromosomes cur-
rently found in mammals, birds and insects. Although
elegant and appealing, this model relies partly on verbal
arguments, some of which are opposed by individual-based
simulations [51,52]. From these simulations, deleterious
mutations accumulating on non-recombining chromosomes
have the potential to oppose the fixation of SA genes on
sex chromosomes. The latter might, therefore, not be the
best location for genes that underlie sexual dimorphism. Sev-
eral aspects of the canonical model (in particular the selective
forces acting on and resulting from reduced levels of XY
recombination) should be better formalized, and auxiliary
assumptions clarified.
Empirical support, furthermore, is rather limited. Such
support should optimally come from sex chromosomes at
incipient and variable levels of differentiation. Guppies
(Poecilia reticulata) might present an ideal model in this
respect, owing to their strong sexual dimorphism and sex-
linked polymorphism in male coloration [69]. Genomic ana-
lyses of three pairs of populations from Trinidad [70]
suggested an instrumental role for SA genes, with three inde-
pendent events of expansion of the non-recombining region
in upstream populations, following changes in sexual selec-
tion stemming from a decrease in predation pressure.
Further analyses, however, are casting doubts on this scen-
ario, opposing the claim for independent evolutionary
strata [27,71]. These analyses suggest instead the buildup of
SA genes to be a consequence of pre-existing patterns of
reduced male recombination genome wide.
In frogs, as the present review makes clear, the canonical
model finds little support either. The dynamics of sex-
chromosome differentiation do not seem to be significantly
affected by SA genes, as supported by several lines of
arguments.(i) Like in guppies, there is no need to invoke SA genes
to account for the arrest of XY recombination; this
arrest is the direct consequence of male heterogamety
combined with the strong heterochiasmy that charac-
terizes most anurans. In female-heterogametic
systems, ZZ males show the same patterns of
drastically reduced recombination (so that sex
chromosomes recombine in ZW females, not in ZZ
males), suggesting this heterochiasmy results from
constraints on male meiosis.
(ii) The geographical polymorphism in sex-chromosome
differentiation correlates closely with phylogeogra-
phy, not with environmental features or associated
selective forces. This polymorphism results from the
fixation, possibly by genetic drift in glacial-refugia
populations, of SD alleles with different levels of
penetrance.
(iii) Naturally occurring XX males display the same phe-
notype and mating success as XY males; XY females
also seem perfectly functional and fertile, which
argues against the fixation of male-beneficial/
female-detrimental alleles on Y chromosomes.
(iv) Female-heterogametic species, in which Z and W
recombine intensely, display the same level of sexual
dimorphism as XY species, suggesting that sexual
dimorphism does not rely on sex-limited genes.
(v) Transcriptome analyses unveil strong sex biases in gene





































sex, not genetic sex; XXmales show the same profiles as
XY males, drastically different from XX females,
confirming that sexual dimorphism essentially results
from the differential expression of autosomal genes.
(vi) Genes on sex chromosomes show exactly the same
levels of sex-biased expression as autosomal genes,
supporting the above conclusion.
(vii) The patterns of sex-chromosome turnovers (recurrent
cycles of transitions, combined with heavy biases
towards the maintenance of male heterogamety),
suggest they originate from the deleterious mutations
accumulating on non-recombining genomic regions,
rather than from SA genes.
The kind of investigations presented here should be
expanded to other species and groups with incipient sexchromosomes. If the same patterns as documented in Rani-
dae and Hylidae also apply more widely, the inevitable
conclusions will be that the role of SA genes in the early
evolution of sex chromosomes has been overemphasized,
and that we are now in need of alternative models to account
for sex-chromosome evolution within a more general
framework.
Competing interests. I declare I have no competing interests.
Funding. Financial support was ensured by grants from the Swiss
National Science Foundation.
Acknowledgements. I want to warmly acknowledge the dedicated work
of all former collaborators and group members who directly contrib-
uted to many of the results presented here. Special thanks to Dan
Jeffries and two anonymous reviewers for insightful comments on
the first version. The University of Lausanne provided welcome
working facilities and administrative support.ns.R.Soc.BReferences376:202000941. Fisher RA. 1931 The evolution of dominance. Biol.
Rev. 6, 345–368. (doi:10.1111/j.1469-185X.1931.
tb01030.x)
2. Charlesworth B. 1978 Model for evolution of Y
chromosomes and dosage compensation. Proc. Natl
Acad. Sci. USA 75, 5618–5622. (doi:10.1073/pnas.
75.11.5618)
3. Charlesworth B. 1991 The evolution of sex
chromosomes. Science 251, 1030–1033. (doi:10.
1126/science.1998119)
4. Charlesworth B, Charlesworth D. 2000 The degeneration
of Y chromosomes. Phil. Trans. R. Soc. Lond. B 355,
1563–1572. (doi:10.1098/rstb.2000.0717)
5. Bull JJ. 1983 Evolution of sex determining
mechanisms. London, UK: The Benjamin/Cummings
Publishing Company Inc.
6. Rice WR. 1984 Sex chromosomes and the evolution
of sexual dimorphism. Evolution 38, 735–742.
(doi:10.1111/j.1558-5646.1984.tb00346.x)
7. Rice WR. 1987 The accumulation of sexually
antagonistic genes as a selection agent promoting the
evolution of reduced recombination between primitive
sex chromosomes. Evolution 41, 911–914. (doi:10.
1111/j.1558-5646.1987.tb05864.x)
8. Charlesworth D, Charlesworth B. 1980. Sex
differences in fitness and selection for centric
fusions between sex-chromosomes and autosomes.
Genet. Res. 35, 205–221. (doi:10.1017/
S0016672300014051)
9. van Doorn GS, Kirkpatrick M. 2007 Turnover of sex
chromosomes induced by sexual conflict. Nature
449, 909–912. (doi:10.1038/nature06178)
10. van Doorn GS, Kirkpatrick M. 2010 Transitions
between male and female heterogamety caused by
sex-antagonistic selection. Genetics 186, 629–645.
(doi:10.1534/genetics.110.118596)
11. Schmid M, Steinlein C. 2001 Sex chromosomes,
sex-linked genes, and sex determination in the
vertebrate class Amphibia. In Genes and
mechanisms in vertebrate sex determination
(eds G Scherer, M Schmid), pp. 143–176. Basel,
Switzerland: Birkhäuser Verlag.12. Eggert C. 2004 Sex determination: the amphibian
model. Reprod. Nutr. Dev. 44, 539–549. (doi:10.
1051/rnd:2004062)
13. Hayes T. 1998 Sex determination and primary sex
differentiation in amphibians: genetic and
developmental mechanisms. J. Exp. Zool. 281,
373–399. (doi:10.1002/(SICI)1097-010X(19980801)
281:5<373::AID-JEZ4>3.0.CO;2-L)
14. Ryuzaki M, Hanada H, Okumoto H, Takizawa N,
Nishioka M. 1999 Evidence for heteromorphic sex
chromosomes in males of Rana tagoi and Rana
sakuraii in Nishitama district of Tokyo (Anura:
Ranidae). Chromosome Res. 7, 31–42. (doi:10.1023/
A:1009271110980)
15. Sumida M, Nishioka M. 2000 Sex-linked genes and
linkage maps in amphibians. Comp. Biochem.
Physiol. B Biochem. Mol. Biol. 126, 257–270.
(doi:10.1016/S0305-0491(00)00204-2)
16. Kawamura T, Nishioka M. 1977 Aspects of the
reproductive biology of Japanese anurans. In The
reproductive biology of amphibians (eds DH Taylor,
SI Guttman), pp. 103–139. New York: NY: Plenum
Press.
17. Berset-Brändli L, Jaquiéry J, Dubey S, Perrin N. 2006
A sex-specific marker reveals male heterogamety in
European tree frogs. Mol. Biol. Evol. 23, 1104–1106.
(doi:10.1093/molbev/msk011)
18. Brelsford A, Dufresnes C, Perrin N. 2016 High-
density sex-specific linkage maps of a European tree
frog (Hyla arborea) identify the sex chromosome
without information on offspring sex. Heredity 116,
177–181. (doi:10.1038/hdy.2015.83)
19. The Tree of Sex Consortium. 2014 Tree of sex: a
database of sexual systems. Sci. Data 1, 140015.
(doi:10.1038/sdata.2014.15)
20. Berset-Brändli L, Jaquiéry J, Broquet T, Ulrich Y,
Perrin N. 2008 Extreme heterochiasmy and nascent
sex chromosomes in European tree frogs.
Proc. R. Soc. B 275, 1577–1585. (doi:10.1098/rspb.
2008.0298)
21. Rodrigues N, Betto-Colliard C, Jourdan-Pineau H,
Perrin N. 2013 Within-population polymorphism ofsex-determination systems in the common frog
(Rana temporaria). J. Evol. Biol. 26, 1569–1577.
(doi:10.1111/jeb.12163)
22. Brelsford A, Rodrigues N, Perrin N. 2016 High-density
linkage maps fail to detect any genetic component to
sex determination in a Rana temporaria family. J. Evol.
Biol. 29, 220–22546. (doi:10.1111/jeb.12747)
23. Jeffries DL et al. 2018 A rapid rate of sex-
chromosome turnover and non-random transitions
in true frogs. Nat. Commun. 9, 4088. (doi:10.1038/
s41467-018-06517-2)
24. Morescalchi A, Galgano M. 1973 Meiotic
chromosomes and their taxonomic value in
Amphibia Anura. Caldasia 11, 41–50.
25. Sardell JM, Cheng C, Dagilis AJ, Ishikawa A, Kitano
J, Peichel CL, Kirkpatrick M. 2018 Sex differences in
recombination in sticklebacks. G3 8, 1971–1983.
(doi:10.1534/g3.118.200166)
26. Kai W et al. 2011 Integration of the genetic map
and genome assembly of fugu facilitates insights
into distinct features of genome evolution in
teleosts and mammals. Genome Biol. Evol. 3,
424–442. (doi:10.1093/gbe/evr041)
27. Bergero R, Gardner J, Bader B, Yong L, Charlesworth
D. 2019 Exaggerated heterochiasmy in a fish with
sex-linked male coloration polymorphisms. Proc.
Natl Acad. Sci. USA 116, 6924–6931. (doi:10.1073/
pnas.1818486116)
28. Charlesworth D, Zhang Y, Bergero R, Graham C,
Gardner J, Yong L. 2020 Using GC content to compare
recombination patterns on the sex chromosomes and
autosomes of the guppy, Poecilia reticulata, and its
close outgroup species.Mol. Biol. Evol. 37, 3550–3562.
(doi:10.1093/molbev/msaa187)
29. Lisachov AP, Trifonov VA, Giovannotti M, Ferguson-
Smith MA, Borodin PM. 2017 Immunocytological
analysis of meiotic recombination in two anole
lizards (Squamata Dactyloidae). Comp. Cytogen. 11,
129–141. (doi:10.3897/CompCytogen.v11i1.10916)
30. Sardell J, Kirkpatrick M. 2020 Sex differences in the







































31. Rodrigues N, Studer T, Dufresnes C, Perrin N.
2018 Sex-chromosome recombination in common
frogs brings water to the fountain-of-youth. Mol.
Biol. Evol. 35, 942–948. (doi:10.1093/molbev/
msy008)
32. Rodrigues N, Merilä J, Patrelle C, Perrin N. 2014
Geographic variation in sex-chromosome
differentiation in the common frog (Rana
temporaria). Mol. Ecol. 23, 3409–3418. (doi:10.
1111/mec.12829)
33. Rodrigues N, Vuille Y, Loman J, Perrin N. 2015 Sex-
chromosome differentiation and ‘sex races’ in the
common frog (Rana temporaria). Proc. R. Soc. B
282, 20142726. (doi:10.1098/rspb.2014.2726)
34. Phillips BC, Rodrigues N, Jansen van Rensburg A,
Perrin N. 2020 Phylogeography, more than
elevation, accounts for sex-chromosome
differentiation in Swiss populations of the common
frog (Rana temporaria). Evolution 74, 644–654.
(doi:10.1111/evo.13860)
35. Ma W-J, Rodrigues N, Sermier R, Brelsford A, Perrin
N. 2016 Dmrt1 polymorphism covaries with sex-
determination patterns in Rana temporaria. Ecol.
Evol. 6, 5107–5117. (doi:10.1002/ece3.2209)
36. Rodrigues N, Studer T, Dufresnes C, Ma W-J, Veltsos
P, Perrin N. 2017 Dmrt1 polymorphism and sex-
chromosome differentiation in Rana temporaria.
Mol. Ecol. 26, 4897–4905. (doi:10.1111/mec.14222)
37. Lambert MR, Tran T, Kilian A, Ezaz T, Skelly DK.
2019 Molecular evidence for sex reversal in wild
populations of green frogs (Rana clamitans). PeerJ
7, e6449. (doi:10.7717/peerj.6449)
38. Nemesházi E et al. 2020 Novel genetic sex markers
reveal high frequency of sex reversal in wild
populations of the agile frog (Rana dalmatina)
associated with anthropogenic land use. Mol. Ecol.
29, 3607–3621. (doi:10.22541/au.158775693.
35677255/v2)
39. Stöck M et al. 2011 Ever-young sex chromosomes in
European tree frogs. PLoS Biol. 9, e1001062. (doi:10.
1371/journal.pbio.1001062)
40. Guerrero RF, Kirkpatrick M, Perrin N. 2012 Cryptic
recombination in the ever-young sex chromosomes
of Hylid frogs. J. Evol. Biol. 25, 1947–1954. (doi:10.
1111/j.1420-9101.2012.02591.x)
41. Perrin N. 2009 Sex reversal: a fountain of youth for
sex chromosomes? Evolution 63, 3043–3049.
(doi:10.1111/j.1558-5646.2009.00837.x)
42. Perrin N. 2016 Random sex determination:
when developmental noise tips the sex balance.
Bioessays 38, 1218–1226. (doi:10.1002/bies.
201600093)
43. Stefani F, Gentilli A, Sacchi R, Razzetti E, Pellitteri-
Rosa D, Pupin F, Galli P. 2012 Refugia within refugia
as a key to disentangle the genetic pattern of a
highly variable species: the case of Rana temporaria
Linnaeus, 1758 (Anura, Ranidae). Mol. Phylogenet.
Evol. 65, 718–726. (doi:10.1016/j.ympev.2012.
07.022)44. Vences M et al. 2013 Radically different
phylogeographies and patterns of genetic variation
in two European brown frogs, genus Rana. Mol.
Phylogenet. Evol. 68, 657–670. (doi:10.1016/j.
ympev.2013.04.014)
45. Jansen van Rensburg A, Robin M, Phillips BC, Van
Buskirk J. 2019 European common frog (Rana
temporaria) recolonised Switzerland from multiple
glacial refugia in northern Italy via trans- and
circum-Alpine routes. bioRxiv. (doi:10.1101/696153)
46. Brelsford A, Dufresnes C, Perrin N. 2016 Trans-
species variation in Dmrt1 is associated with sex
determination in four European tree-frog species.
Evolution 70, 840–847. (doi:10.1111/evo.12891)
47. Dufresnes C et al. 2014 Sex-chromosome
differentiation parallels postglacial range expansion
in European tree frogs (Hyla arborea). Evolution 68,
3445–3456. (doi:10.1111/evo.12525)
48. Veltos P, Rodrigues N, Studer T, Ma W-J, Sermier R,
Leuenberger J, Perrin N. 2020 No evidence that Y-
chromosome differentiation affects male fitness in a
Swiss population of common frogs. J. Evol. Biol. 33,
401–409. (doi:10.1111/jeb.13573)
49. Ma W-J, Veltsos P, Toups MA, Rodrigues N, Sermier
R, Jeffries DL, Perrin N. 2018 Tissue specificity and
dynamics of sex-biased gene expression in a
common frog population with differentiated, yet
homomorphic, sex chromosomes. Genes 9, 294.
(doi:10.3390/genes9060294)
50. Ma W-J, Veltsos P, Sermier R, Parker DJ, Perrin N.
2018 Evolutionary and developmental dynamics of
sex-biased gene expression in common frogs with
proto-Y chromosomes. Genome Biol. 19, 156.
(doi:10.1186/s13059-018-1548-4)
51. Grossen C, Neuenschwander S, Perrin N. 2012 The
evolution of XY recombination: sexually antagonistic
selection versus deleterious mutation load. Evolution
66, 3155–3166. (doi:10.1111/j.1558-5646.2012.
01661.x)
52. Cavoto E, Neuenschwander S, Goudet J, Perrin N.
2018 Sex-antagonistic genes, X-Y recombination,
and feminized Y chromosomes. J. Evol. Biol. 31,
416–427. (doi:10.1111/jeb.13235)
53. Miura I. 2017 Sex determination and sex
chromosomes in amphibia. Sex Dev. 11, 298–306.
(doi:10.1159/000485270)
54. Miura I. 2007 An evolutionary witness: the frog
Rana rugosa underwent change of heterogametic
sex from XY male to ZW female. Sex Dev. 1,
323–331. (doi:10.1159/000111764)
55. Dufresnes C et al. 2015 Sex-chromosome
homomorphy in Palearctic tree frogs results from
both turnovers and X-Y recombination. Mol. Biol.
Evol. 32, 2328–2337. (doi:10.1093/molbev/msv113)
56. Dufresnes C, Brelsford A, Baier F, Perrin N. 2021
When sex chromosomes only recombine in the
heterogametic sex: heterochiasmy and
heterogamety in Hyla tree frogs. Mol. Biol. Evol. 38,
192–200.57. Dufresnes C. 2019 Amphibians of Europe, north
Africa and the Middle East. London, UK:
Bloomsbury.
58. van Doorn GS. 2014 Patterns and mechanisms of
evolutionary transitions between genetic sex-
determining systems. Cold Spring Harb. Perspect.
Biol. 6, a017681. (doi:10.1101/cshperspect.a017681)
59. Bull JJ, Charnov EL. 1977 Changes in the
heterogametic mechanism of sex determination.
Heredity 39, 1–14. (doi:10.1038/hdy.1977.38)
60. Veller C, Muralidhar P, Constable GWA, Nowak MA.
2017 Drift-induced selection between male and
female heterogamety. Genetics 207, 711–727.
(doi:10.1534/genetics.117.300151)
61. Saunders PA, Neuenschwander S, Perrin N. 2018 Sex
chromosome turnovers and genetic drift: a
simulation study. J. Evol. Biol. 31, 1413–1419.
(doi:10.1111/jeb.13336)
62. Saunders PA, Neuenschwander S, Perrin N. 2019
Impact of deleterious mutations, sexually
antagonistic selection, and mode of recombination
suppression on transitions between male and
female heterogamety. Heredity 123, 419–428.
(doi:10.1038/s41437-019-0225-z)
63. Kimura M. 1962 On the probability of fixation of
mutant genes in a population. Genetics 47,
713–719. (doi:10.1093/genetics/47.6.713)
64. Kozielska M, Weissing FJ, Beukeboom LW, Pen I.
2010 Segregation distortion and the evolution of
sex-determining mechanisms. Heredity 104,
100–112. (doi:10.1038/hdy.2009.104)
65. Grossen C, Neuenschwander S, Perrin N. 2011
Temperature-dependent turnovers in sex-
determination mechanism: a quantitative model.
Evolution 65, 64–78. (doi:10.1111/j.1558-5646.
2010.01098.x)
66. Cordaux R, Bouchon D, Grève P. 2011 The impact of
endosymbionts on the evolution of host sex-
determination mechanisms. Trends Genet. 27,
332–341. (doi:10.1016/j.tig.2011.05.002)
67. Blaser O, Grossen C, Neuenschwander S, Perrin N.
2013 Sex-chromosome turnovers induced by
deleterious mutation load. Evolution 67, 635–645.
(doi:10.1111/j.1558-5646.2012.01810.x)
68. Blaser O, Neuenschwander S, Perrin N. 2014 Sex-
chromosome turnovers: the hot-potato model. Am.
Nat. 183, 140–141. (doi:10.1086/674026)
69. Lindholm A, Breden F. 2002 Sex chromosomes and
sexual selection in Poeciliid fishes. Am. Nat. 160,
S214–S224. (doi:10.1086/342898)
70. Wright A et al. 2017 Convergent recombination
suppression suggests a role of sexual conflict in
guppy sex chromosome formation. Nat. Commun. 8,
14251. (doi:10.1038/ncomms14251)
71. Charlesworth D. 2018 The guppy sex chromosome
system and the sexually antagonistic polymorphism
hypothesis for Y chromosome recombination
suppression. Genes 9, 264. (doi:10.3390/
genes9050264)
